A one-step reverse transcription real-time PCR assay for the detection and quantitation of Grapevine fanleaf virus.
A TaqMan(®) one-step reverse transcription real-time PCR (RT-qPCR) assay was developed for the specific detection and relative quantitation of Grapevine fanleaf virus (GFLV), the causal agent of grapevine fanleaf degeneration disease. The assay was targeted to a conservative region located in the 2A(HP) gene of the GFLV RNA2 molecule. The assay specificity was evaluated on GFLV isolates from a wide range of geographical regions and on other viruses infecting grapevines. The sensitivity of the developed assay for GFLV detection was approximately 1000-fold higher than the sensitivity of the conventional ELISA. Concentrations as low as 10 genome copies of GFLV per reaction were reliably detected using RT-qPCR. The new method offers a fast, reliable, specific and sensitive identification test for GFLV that is easily applicable for high-throughput diagnosis of GFLV in different types of grapevine material, including dormant phloem scrapings. The quantitative nature of the assay was evaluated by monitoring the seasonal variation of the amount of GFLV present in the plant phloem.